Table 1 : 

murine V heavy chain: 



5 '-primer 

MVHl 

MVH2 

MVH3 

MVH4 

MVH5 

MVH6 

MVH7 

MVH8 

3 '-primer 

MlgGl 

MIgG2a 

MIgG2b 

MIgG3 

murine V kappa chain: 

5'-primer 

MUVKl 

MUVK2 

MUVK3 

MUVK4 

MUVK5 

MUVK6 

MUVK7 

3 '-primer 
MUCK 



5'- {GO AGGTGCAGCTCGAGGAGTCAGGACCT-3 ' 
5'-GAGGTCCAGCTCGAGCAGTCTGGACCT-3' 
5 '-CAGGTCCAACTCGAGCAGCCTGGGGCT-3 ' 
5 '-GAGGTTCAGCTCGAGCAGTCTGGGGCA-3 ' 
5'-GA (AG) GTGAAGCTCGAGGAGTCTGGAGGA-3 ' 
5'-GAGGTGAAGCTTCTCGAGTCTGGAGGT-3 ' 
5'-GAAGTGAAGCTCGAGGAGTCTGGGGGA-3 ' 
5 '-GAGGTTCAGCTCGAGCAGTCTGGAGCT-3 ' 

5 '-TATGCAACTAGTACAACCACAATCCCTGGG-3 ' 
5'-GAGAGAGGGGTTCTGACTAGTGGGCACTCTGGGCTC 
5 '-CTCCTTACTAGTAGGACAGGGGTTGATTGT-3 ' 
5 '-GTTACCACTAGTGCATGAAGAACCTGGGGG-3 ' 



5'-CCAGTTCCGAGCTCGTTGTGACTCAGGAATCT-3' 
5'-CCAGTTCCGAGCTCGTGTTGACGCAGCCGCCC-3' 
5'-CCAGTTCCGAGCTCGTGCTCACCCAGTCTCCA-3' 
5'-CCAGTTCCGAGCTCCAGATGACCCAGTCTCCA-3' 
5'-CCAGATGTGAGCTCGTGATGACCCAGACTCCA-3' 

5'-ccagatgtgagc"tcgtcatgacccagtctcca-3' 

5'-CCAGTTCCGAGCTCGTGATGACACAGTCTCCA-3' 



5'-GCGCCGTCTAGAATTAACACTCATTCCTGTTGAA -3 ' 
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Fig. 2: 

ELISA-analysis of zeta-chain specific Fab-antibody-fragments 
selected by phage display technique: 
Binding ability on soluble zeta-peptide-BSA-conjugate 
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Fig. 3a: CDS'^-T-lymphocytes stained with 

2-B-5 hybridoma culture supernatant 




anti-zeta-chain antibody 
isotype control | 



Fig. 3b: CD56^ NK-cells stained with 

2-B-5 hybridoma culture supernatant 




10^ 10^ 
FITC conjugated goat anti rat antibody 



10° 10^ 10^ 

FITC conjugated goat anti rat antibody 
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Fig. 4: 
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Fig. 5: 
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ELISA-analysis 
Detection of anti-zeta-chain specific binding activity 
on zeta-cliain-isolates derived from CD8^-T-celI lysates 



Mi v^^.C-^ 




zeta chain derived from 
CD8^-T-lymphocyte lysates 



negative control 
(meanvalue of triplicates) 



ELISA-analysis: 
Binding ability of periplasmatically expressed Fab-Fragments 
w^ith anti-zeta-chain specificity on soluble zeta-KLH conjugate 




clone 8 



clone 9 



negative control 
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Fig. 6: 
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Fig. 7: 
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Fig. 8: 
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Fig. 9a: 



PBMC stained with the anti-zeta 2B5 antibody 
at different temperatures and incubation times 
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anti-rat Ig FITC 
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— incubation at 4^C — incubation at 37*=*C 



anti-rat Ig FITC 
incubation w/o primary antibody 



Fig. 9b: PBMC stained with the anti-CD3 antibody 
at different temperatures and incubation times 
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Fig. 10: 



1 9 
5 ' GAA TTC ACC 



18 27 36 45 54 63 

ATG GGA TGG AGC TGT ATC ATC CTC TTC TTG GTA GCA ACA GCT ACA GGT GTA CAC 



MGWSCIILFLV 



H 



72 81 90 99 108 117 

TCC GAT ATC CAG ATG ACA CAG TCT CCT GCT TCC CTG TCT GCG TCC CCG GAA GAA 

SDIQMTQSPASLSASPEE 

126 135 144 153 162 171 

ATT GTC ACG ATC ACA TGC CAG GCA AGC CAG GAC ATT GGT AAT TGG TTA GCA TGG 

IVTITCQASQDIGNWLAW 

180 189 198 207 216 225 

TAT CAG CAG AAA CCA GGG AAA TCT CCT CAA CTC CTG ATC TAT AGT GCA ACC AGC 



K P G K 



T 



234 243 252 261 270 279 
TTG GCA GAC GGG ATC CCA TCA AGG TTC AGC GGC AGT AGA TCT GGT ACA CAG TAT 
i. Li 

^^DGIPSRFSGSRSGTQY 

288 297 306 315 324 333 

TCT CTT AAG ATC AGC AGA CTA CAG GTT GAA GAT ACT GGA ATC TAT TAG TGT CTA 

Q SLKISRLQVEDTGIYYCL 

ry 351 360 369 378 387 

CAG CGT TAT AGT AAT CCC AAC ACG TTT GGA GCT GGG ACC AAG CTG GAG CTG AAA 

r ^ — — — ____ — — 

QRYSNPNTFGAGTKLELK 

405 414 423 432 441 

GGT GGT GGT GGT TCT GGC GGC GGC GGC TCC GGT GGT GGT GGT TCT CAG GTA CAG 

GGGGSGGGGSGGGGSQVQ 

450 459 468 477 . 486 495 

CTG CAG CAA TCT GGA GCT GAG CTA GTG AAG CCT GGG TCC TCA GTG AAA ATT TCC 

LQQSGAELV.KPGSSVKIS 

504 513 522 531 540 549 

TGC AAG GCT TCT GGC TAC ACA TTC ACC AGT TAG GAT ATG CAC TGG ATA AAA CAG 

CKASGYTFTSYDMHWIKQ 

558 567 576 585 594 603 

CAG CCT GGA AAT GGC CTT GAG TGG ATT GGG TGG ATT TAT CCT GGA AAT GGT AAT 

QPGNGLEWIGWIYPGNGN 

612 621 630 639 648 657 

ACT AAG TAC AAT CAA AAG TTC AAT GGG AAG GCA ACA CTC ACT GCA GAC AAA TCC 



"^KYNQKFNGKATLTADKS 
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Fig. 10 (cont): 
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Fig. 10 (cont.): 
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Fig. 11: 

Cytotoxic activity of PBMC and CD8'^-T-ceils redirected against EpCAM- 
positive Kato cells by the anti-zeta-chain/anti-EpCAM antibody 
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Fig. 12: 

Cytotoxic activity of NK-cells redirected against EpCAM-positive Kato 
cells by the bispecific anti-zeta-chain/anti-EpCAM antibody 
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